Background: Although the negative effects of roads on the genetics of animal populations have been extensively reported, the question of whether roads reduce gene flow in volant, urban bird populations has so far not been addressed. In this study, we assess whether highways decreased gene flow and genetic variation in a small passerine bird, the tree sparrow (Passer montanus).
Introduction
The ecological effects of roads have long been identified [1] . The most commonly reported impacts of roads on animal populations include habitat loss, edge effects, genetic isolation, road mortality and increased human access [1] [2] [3] [4] [5] . In recent decades, there has been growing interest in how roads act to reduce gene flow between animal populations [6] [7] [8] . Reduced dispersal can lead to the loss of genetic diversity through genetic drift [9] , which in turn is likely to increase population extinction rates through inbreeding [10, 11] . Negative genetic effects of roads on various species, ranging from crickets and ground beetles to amphibians and mammals, have been reported [12] [13] [14] [15] .
Previous research on the influence of roads on gene flow in animal populations has focused on flightless species [8] , to date, no study has addressed the question of whether roads also affect gene flow in volant taxa such as passerine birds. Generally, wider roads with greater volumes of high-speed traffic have a greater effect on animal populations than smaller, less travelled roads [16, 17] .
Several studies have confirmed that highways play a role in the decline of bird populations in species such as sparrows and blackbirds [18] [19] [20] [21] [22] . There is also evidence that proximity to highways decreases the probability of occurrence of both forest and urban birds [23, 24] . In light of these facts, there is growing concern that highways could reduce dispersal and gene flow in urban bird populations. In this study, we assess whether highways decreased gene flow and genetic variation in a small passerine bird, the tree sparrow (Passer montanus).
More specifically, we test the following predictions:
1. Genetic differences between tree sparrows at different sites are positively correlated with the number, or age, of multilane highways between sampling sites. 2. Genetic differences between samples from opposite sides of the same highway are greater than those between samples from the same side of a highway. 3. Urban tree sparrows display greater inter-site genetic differentiation and lower genetic diversity than rural tree sparrows.
Methods

Study species
The tree sparrow is a relatively sedentary species that occurs in a variety of habitats throughout China [25, 26] . Tree sparrows have relatively small home ranges with an estimated radius of 100 to 300 m [26, 27] . In a previous study, we found that virtually no tree sparrows live alongside major roads in urban Beijing [24] . For these reasons, we chose tree sparrows to examine the effect of urban highways on the population genetics of a volant, but relatively sedentary, bird species.
Sample collection
We collected blood samples from tree sparrows at 14 sites in urban Beijing which has a dense road network with six concentric ring highways and ten intercity highways ( Figure 1 ). We also collected samples from five rural sites outside Beijing. All samples were collected during May 2010; at this time of year juveniles have not yet fledged which reduced the possibility of catching close relatives. At least 20 adult sparrows were captured in mist-nets at each sample site. Birds were removed from mist-nets and processed as quickly as possible to minimize stress; all captured tree sparrows were released alive after blood sampling. A small blood sample (50-100 ml) was collected from each bird immediately after its capture by puncturing a brachial wing vein with a disinfected 23 G needle and collecting the blood that exuded from the puncture site into heparized microcapillary tubes [28] . The skin around the puncture site was disinfected with medical alcohol before and after puncturing. Pressure was applied to the puncture site for 1 min with an alcohol-soaked cotton wool swab to staunch bleeding. Blood samples were transported to the lab under refrigeration and then stored at 220uC until used in analyses. All samples were collected with the permission of the Beijing Forestry Bureau. Experimental procedures conformed to the relevant Chinese laws and had the approval of Hainan Normal University's Animal Research Ethics Committee (see also [29] ). In addition, all procedures followed standard protocols, such as the ARRIVE guidelines for reporting animal research [30] .
Molecular Analysis
DNA samples were extracted from blood samples following the procedure described by Griffith et al. [31] . Seven unlinked and highly polymorphic microsatellite loci were used in genetic analysis (Table 1) . For each sample, PCR was carried out in a PTC-200 thermal cycler using the following protocol: an initial hot start for 2 min at 94uC, followed by 35 cycles of 20 s at 94uC, 30 s at the annealing temp (Table 1) , and 60 s at 72uC. The fragment sizes were analyzed using an ABI310 gene sequencer. The PCR products were mixed with size standard (500 bp ROX-labelled fragments) and deionized formamide at the ratio of 1:12:0.5 and run on the sequencer. Microsatellite allele sizes were scored using genescan software after calibration with the internal size standard.
Data Analysis
Population differentiation. Pairwise multilocus F ST values were used to estimate genetic differentiation between populations. F ST values were calculated in Arlequin 3.0. Three hierarchical analyses of molecular variance (AMOVA; [32] ) using different grouping methods were conducted in Arlequin 3.0. Method A treated all the samples obtained from each site as a single group, Method B treated samples collected on the same side of the same highway as a group and Method C divided all samples into urban and rural groups. Three hierarchical levels were analyzed for all three Methods:1)variance among groups, 2) variance among individuals within group, 3)variance within individuals. The significances of all F statistics values were tested via 16000 permutations.
Mantel test
The correlation between F ST , geographical distance, number of highways, highway age and number of roads between sample sites were tested using a Mantel test carried out in Fstat. Because urban highways have much more traffic than those in rural areas, highways would be expected to be a greater barrier to gene flow in urban than rural tree sparrow habitat. To determine if this was the case we performed two Mantel tests: one on all samples, and a second on urban samples only. By means of a permutation procedure, the significance of the partial regressions between the pairwise F ST values and the following four matrices were tested: geographical distance as measured on a map, number of highways, total age of highways in years and number of roads.
Genetic diversity within populations
The observed and expected heterozygosities were estimated for each locus from each sample site. Significant departures from the Hardy-Weinberg equilibrium were detected applying tests which were carried out with 1000000 steps in the Markov chain and 5000 dememorization steps [33] . A sequential Bonferroni correction for multiple tests [34] was applied to the data from each sample site. The linkage disequilibria between all pairs of loci were tested with a Likelihood-ratio test [35] . All the above statistical analyses were conducted in Arlequin 3.0. Allelic richness was calculated using HP-rare [36] which uses rarefaction to correct for sampling error.
Results
Genetic diversity
All seven microsatellite loci were polymorphic in all samples, with total allelic richness ranging between 4.972 and 5.586 (Table 2) . Total observed heterozygosity varied from 0.778 to 0.849, and the total expected heterozygosity varied from 0.835 to 0.877 (Table 2 ). There was no significant difference in genetic diversity between urban and rural tree sparrows (Mann-Whitney U test, A: P = 0.459, Ho: P = 0.622, He: P = 0.559). However, eleven of the 14 urban sites had heterozygosity values significantly different from those expected under Hardy-Weinberg equilibrium (P,0.05) ( Table 2 ). No such departure from the Hardy-Weinberg equilibrium was found in samples from the rural sites (Table 2) .
Population differentiation
In 171 pairwise tests for genetic differentiation between sample sites, 17 (9.9%) were significant at the P,0.05 level, 15 (8.7%) Table 3 . Pairwise Fst estimates (below the diagonal) and P values of G-tests of pairwise differentiation between tree sparrows from different sites in Beijing (above the diagonal), China. Table 4 . Genetic variance components and hierarchical F statistics for tree sparrows from Beijing. A, B and C are three different grouping methods used in AMOVA; Method A treated samples from one site as a group, Method B divided all samples into urban and rural groups and Method C treated samples on the same side of a highway as a group. The subscripts of F refer to the hierarchical levels being compared; GT, groups to total population; IG, individual to group; individual to total population. doi:10.1371/journal.pone.0077026.t004
were significant at the P,0.01 level and 3 (1.8%) were significant at the P,0.001 level (Table 3) . Therefore, a total of 20% of paired sites had significant genetic differences. All significant genetic differences occurred between birds from sites on opposite sides of the same highway. There were no significant genetic differences between birds from sites with no highway between them. AMOVA revealed that most (99%) of the variance was explained by withingroup variation (Table 4) .
Mantel test
Mantel tests on all samples, and on urban samples only, revealed no significant partial regressions between pairwise F ST values and geographical distance, highway age, number of highways or the total number of roads between pairs of sample sites (Table 5 ). On the other hand, all partial regression P values for urban samples were lower than those for all samples,and all determination values of urban samples were higher than those for all samples (Table 5) .
Discussion
As expected, the distance between sampling sites was too small for significant genetic differentiation among tree sparrows; the results of the Mantel test provide good support for the fact that there was no correlation between genetic differentiation and geographical distance. The Mantel test also indicated that there was no correlation between genetic variation and the number of highways, common roads and highway age. In addition, the AMOVA results also indicated very weak genetic variation between sites, between urban and rural populations, or between opposite sides of the same highway. Indeed, the data show that the genetic diversity of urban tree sparrows was not significantly different from those found at rural sites. These results do not, therefore, support the hypothesis that highways, or ordinary roads, significantly limit the dispersal of tree sparrows.
There was, however, some evidence to the contrary. We did find significant genetic differences between birds from 20% of sites, all of which were on opposite sides of the same highways, while no significant differences were found when sites were from the same side of the highway. This suggests that highways may be responsible for a weak genetic structure in urban tree sparrow populations. Furthermore, although we did not find any significant difference in the genetic diversity of urban and rural tree sparrow populations, we did find significant deviation from the HardyWeinberg equilibrium in some urban tree sparrow loci but no such deviation in birds from rural sites. This suggests that urban tree sparrows may be more inbred than those at rural sites. Meanwhile, the Mantel test returned lower P values and higher determination values when applied to urban samples than when applied to all samples, which suggests that highways have a greater effect on gene flow between urban than rural sites. These results suggest that highways, and especially urban highways, have a weak, but detectable, effect on gene flow in tree sparrow populations in Beijing.
There are several possible explanations for these results. The first is that tree sparrows can fly over roads, including highways. The second is population density. Gauffre et al. [37] demonstrated that genetic barrier effects are difficult to detect in species with large effective population sizes. The tree sparrow's high population density in parks, university campuses and suburban areas of Beijing [38] could, therefore, have reduced the likelihood of detecting genetic differences between sample sites. The third is temporal scale. The effects of genetic isolation typically develop over long periods of time [39, 40] , but the oldest highway in this study was constructed in 1992 and had been in use for just 20 years. Because the tree sparrow is a relatively long-lived species [41] , relatively few generations would have passed since these roads were built. We think it likely that Beijing's highways are too recent to have produced marked genetic differentiation in resident bird populations. In addition, highways with heavy traffic might have a bigger influence on the dispersal of birds than those with light traffic. High traffic volume is a relatively recent phenomenon in China where only 30 years ago private vehicles were rare compared to European or American cities of similar size. Therefore, Beijing's road network would be expected to have had less impact on gene flow in urban bird populations than the much older road systems in North America and Europe. All the above reasons could explain why we only detected relatively weak genetic effects.
Therefore, we cannot conclusively reject the hypothesis that highways do not restrict gene flow in urban tree sparrow populations. A time series analysis should be done to test whether the effects of highways on the genetic structure of Beijing's tree sparrow population will increase with time. Future research on the influence of highways on gene flow in bird populations will need to be conducted over several decades to obtain more conclusive results.
